DNA Methylation ELISA Easy kit (Epigentek, Germany) following the manufacture's recommendations. Briefly, 100 ng of genomic DNA was used for 5-methyl cytosine(5-mC) quantitation. The input DNA was washed and incubated with a capture antibody. The wells were then washed, and detection antibody was applied. Use of enhancer solution and development solution created a color change proportional to the quantity of 5-mC content, and the samples were read colorimetrically on an automated plate reader at 450-nm absorbance. The use of a standard curve enabled the quantification of 5-mC based on absorbance measurements. The data were expressed 5-mC% (5-mC/total DNA (A+G+C+T)).
. Analysis of DNMT3A, expression in CD34 + stem cells by qPCR.
The data expressed as log2 fold change over NG are from at least 6 independent experiments (NG vs HG; paired t-test). DNMT3A indicates DNA methyltransferase 3A; HG, high glucose; NG, normal glucose. The DNMT activity was calculated and expressed using the following formula: (Sample ODBlank OD) / (protein amount (ug) x hour) x1000. The data are from at least 3 independent experiments (NG vs HG; paired t-test). DNMT indicates DNA methyltransferase; HG, high glucose; NG, normal glucose; OD, optical density.
